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Fig. 3
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DECONTAMINATION SOLUTION AND ITS
USE FOR DENATURATION,
MODIFICATION, DEGRADATION,
SOLUBILISATION AND REMOVAL OF

PROTEINS, NUCLEIC ACID MOLECULES
AND MICROORGANISMS

CROSS-REFERENCE TO RELATED
APPLICATIONS

This 1s a continuation of US application Ser. No. 14/936,
713, which 1s incorporated herein by reference in 1ts entirety
and which 1s a divisional application of US application Ser.
No. 13/867,089, now abandoned, which 1s a divisional
application of US application Ser. No. 11/913,094, now
abandoned, and which 1s the U.S. national stage of Interna-
tional application no. PCT/DE2006/000758, filed May 2,
2006 designating the United States and claiming priority to
German application no. 10 2005 020 327.2, filed Apr. 30,
2005.

BACKGROUND OF THE INVENTION

The invention concerns a decontamination solution for the
treatment ol surfaces that are contaminated by unwanted
proteins, nucleic acid molecules or microorganisms. The
invention further concerns the use of said decontamination
solution and a suitable bufller system.

The dynamic developments 1n molecular biology stresses
the importance ol new methods and techniques for detection
and amplification of DNA molecules or proteins. [Sam-
brook, I. etal., eds (1989) Molecular Cloning: A Laboratory
Manual, 2nd Ed., Cold Spring Harbor Laboratory Press,
Cold Spring Harbor, N.Y.]. Latest examples concern medical
diagnostics, forensic analysis and biomedical research.

With the invention of the polymerase chain reaction
(PCR) 1t 1s even possible to detect single molecules. A new
problem of the extreme sensitivity of these new detection
methods 1s the contamination of surfaces 1n laboratories, on
equipment or working materials with unwanted nucleic acid
molecules, proteins or microorganisms.

In addition microbial contaminations cause severe prob-
lems and commercial losses for example in food processing
and technology, 1 production {facilities, 1 hospitals,
Hygiene institutes and also in the general household.

PRIOR ART

Theretfore already for a longer time many diflerent decon-
tamination solutions exist that use aggressive chemical
agents like for example formaldehyde, alcohols, phenols,
sodium azide, sodium hypochloride against microorganisms
or strong oxidizing agents like for example hypochloride,
bleaching substances or mineralic acids that denature pro-
teins and modify nucleic acids thereby rendering them
inappropriate for amplification methods like for example the
polymerase chain reaction (PCR), nick translation by the
klenow polymerase, strand-displacement amplification,
ligase chain reaction, transcription-mediated amplification,
rolling-circle-amplification and many others more.

The aggressive chemicals and strongly oxidizing agents
used for decontamination cause permanent modifications
and denaturations of proteins and destabilize and modity the
DNA double strand thereby blocking amplification reac-
tions. In general modifications and oxidative damages are
introduced at especially reactive chemical groups of the
target molecules.
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Therefore currently such aggressive chemical solutions
are applied for washing and rinsing of equipment, 1nstru-
ments and surfaces.

The major disadvantages of these solutions and methods
are the only selective actions against proteins, DNA or
microorganisms and the incomplete removal of all nucleic
acids molecules, the remaining modified molecules, the only
partial degradation and the corrosive eflect of the applied
chemicals against equipment, instruments, surfaces and also
against skin and mucous membranes of the customer.

A limited improvement of the efliciency of these methods
was achieved by combining the agents in the solution with
surface-active chemicals like detergents. Still the problem of
the aggressive chemical substances and the imcomplete
destruction and removal of nucleic acids, proteins and
microorganisms remains.

The commercial interest in such solutions 1s stressed by
the already available and marketed products for decontami-
nation solutions against DNA and protein contaminations as
well as anti-microbial agents listed under a large number of
different trade marks.

The disadvantages of the currently known decontamina-
tion solutions and methods are their only limited action
against different biological molecules like proteins or
nucleic acids or only anti-microbial actions and the highly
corrosive and aggressive chemical potentials in combination
with harmiul properties that cause severe health problems.
Especially for the decontamination of microorganisms there
are currently only solutions available that are killing the
microorganisms but that do not inactivate or degrade the
genetic information, extrachromosomal DNA or proteins.

It 1s well known that physiological concentrations of
micromolar amounts of antioxidants in combination with
divalent metal 1ons result in partial damages and partial
breakage of strands 1n nucleic acids molecules (Podiatry S.
1., Katz A., Wang Y., Eck P.,, Kwon O., Lee J. H., Chen S.,
Corpse C, Data A, Data S K and Levine M. (2003) Vitamin
C as an antioxidant: evaluation of 1ts role in disease pre-
vention. J. Am. Coll. Nut. 1, 18-35; Blocking O., Virolainen
E., Fagerstedt K. V. (2003) Antioxidants, Oxidative Damage
and Oxygen Depriviation Stress: a Review. Annals Botany
91:179-194; Veal J. M., Merchant K. & Rill R. L. (1991) The

influence of reducing agent and 1,10-phenanthroline con-
centration on DNA cleavage by phenanthroline+copper.
Nucl Acids Res Vol. 19, No. 12, 3383-3388). These are only
selected and 1solated results that can only be applied to
specific single cases.

The latest findings 1n modern molecular biology and gene
technology demonstrate that already the genetic information
alone single genes or even fragments thereof as well as
specific proteins are suilicient to cause diseases or unwanted
changes 1n the genetic information.

Therefore 1n practice there 1s a need for new 1mmproved
protocols, agents, methods and solutions for eflicient and at
the same time gentle complete decontamination of surfaces

and equipment from proteins, nucleic acids and microorgan-
1SImS.

SUMMARY OF THE INVENTION

An object of the here described invention 1s therefore to
overcome the disadvantages of the prior art and to develop
new methods and solutions that do not use aggressive
chemicals or highly oxidizing agents and that 1n addition
completely decontaminate the treated substrates.



US 10,980,239 B2

3

According to the invention, this object 1s achieved by a
decontamination solution comprising a synergistic mixture
of

a) at least one vitamin and

b) at least one metal 1on and

¢) at least one surface-active compound,

wherein said mixture has a pH value ranging from pH 2
to 8.5.

By applying natural anti-oxidants in combination with
metal 1ons and surface-active agents, surprisingly, 1t was
found that different vitamins 1n combination with metal 10ns
and detergents result in an extremely fast and massive strand
breakages and modifications 1n nucleic acid molecules and
proteins. This surprising eflect leads to eflicient killing of
microorganisms by inactivation and degradation of their
genetic mnformation and proteins. Especially surprising and
new 1s the finding that the three component system of this
invention shows inactivation and degradation in the entire
pH range of 2 to 8.5 with an essentially comparable efli-
ciency. Since one can work within a comparatively mild
range of pH, the solution according to the invention prevents
the surface to be treated from damage and 1s also skin-
compatible for the user. By spraying, rubbing or immersion
in solutions of the three components, proteins and nucleic
acids are denatured, solubilised, 1mactivated, degraded and
removed and thereby also microorganisms are killed with a
high efliciency.

In an advantageous embodiment of the invention, it 1s
provided that the mixture has a pH value ranging between
pH 3 and 7, preferably between pH 4 and 6. In such pH
ranges the solution according to the invention 1s stable over
a long period of time and allows for very eflicient degrada-
tion of nucleic acids. Additionally, the skin-compatibility of
the solution according to the invention 1s optimal in the
range between pH 4 and 6.

Especially preferred 1s an advantageous embodiment in
which the mixture additionally comprises a bufler system
including carbonates and derivatives of succinic acid, each
preferably 1n a concentration between 1 mM and 500 mM.
Using this buller system according to the invention with the
decontamination solution according to the imnvention, the pH
value of the solution, which 1s 1n an acidic range due to the
dissolved components, 1n particular the acidic vitamins, can
be increased up to, for example, a neutral or weak basic
range without precipitation of the dissolved metal 10mns.

In a preferred embodiment of the decontamination solu-
tion according to the invention, the vitamins or their respec-
tive salts or acidic derivates contained in the solution
according to the mvention are one or several compounds
and/or their related salts selected from the group of the
water-soluble vitamins with the properties of antioxidants,
like preferably vitamin C, riboflavine and niacin. Preferably,
they are used in concentrations of 1 mM to 1000 mM in
relation to the total volume of the solution, 1n particular in
a concentration of 10 mM to 100 mM.

In a further preferred embodiment of the decontamination
solution according to the mnvention, the metal 10ns contained
according to the invention are di- and/or tri-valent 1ons of
metals found 1n the 4th group and/or sub-group I, II and VIII
of the periodic table of the elements. They are used as salts
in combination with their organic and/or mnorganic acids and
bases. According to the invention, one or several compounds
selected from sub-group VIII, especially iron, cobalt, mickel,
copper or zinc, are preferred. They are preferably used 1n
concentrations of 1 mM to 100 mM, 1n relation to the total
volume of the solution, in particular 1n concentrations of 3

mM to 10 mM.
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The surface-active substances contained 1n the solution
according to the mmvention may be, for example, anionic,
non-ionic, amphoteric or cationic nert tensides or suitable
mixtures thereof or thereunder. Especially, alkylethersuliate,
alkyl- and/or arylsulfonate, alkylsulfate, amphotensides,
betaines, alkylamidoalkylamines, alkyl substituted amino
acids, alkyl substituted imino acids, acylated amino acids,
and amphotenside combinations can be used. In principle all
inert tensides are suitable. Inert means, that they do not
influence the synergistic solution and the experimental out-
come. According to the invention, anionic and non-ionic
tensides are preferred. They are preferably used 1n concen-
trations of 0.1%. to 10% (weight), in relation to the total
volume of the solution, 1in particular 1n concentrations of
0.2% to 0.5% (weight).

The decontamination solutions according to the invention
may comprise additional common inert adjuvants and addi-
tives like for example suitable buller substances for adjust-
ing a specilic pH value, like, for example, Tris (Tris(hy-
droxymethyl)-aminomethan), MES (2(Morpholino)
cthansulfonic acid), HEPES (2-[4-(2-Hydroxyethyl)-1-
piperazinyl]-ethansulfonic acid, and/or MOPS (3-(N-
Morpholino)propansulionic acid). The bufler systems are
used in concentrations of 1 mM to 500 mM 1n relation to the
total volume of the solution.

The eflicient action of the new three component system 1s
even more surprising as it 1s proven that the different 1solated
substances alone do not exhibit a special degradation etiect
and also the mixtures of the components outside the range of
the invention are not effective or do only show an unsatis-
factory eflect. Only the combination of vitamins with metal
ions and detergents, preferably 1n an appropriate mixture,
results 1 a synergistic eflect and 1n a rapid and massive
degradation of the biomolecules. In particular, by keeping
the correct preferred concentrations, an eflicient activity of
the decontamination solution according to the ivention 1s
ensured.

In principle thereby all kind of surfaces can be treated 1n
a very gentle way for removal of proteins, nucleic acids
contaminations and microorganisms.

In general decontamination 1s achieved by spraying or
rubbing the inventive solutions onto contaminated surfaces
or by immersion. A residence time of 0.5 to 2 minutes at
room temperature or slightly higher temperatures 1s nor-
mally suflicient for complete denaturation, modification,
degradation, solubilisation and removal of proteins, nucleic
acids and microorganisms from surfaces. The applied meth-
ods are however variable and can be adjusted to the different
tasks.

Another purpose of this invention 1s the use of the
inventive decontamination solutions for denaturation, modi-
fication, degradation, solubilisation and removal of proteins,
nucleic acid molecules and microorganisms from surfaces.

The new and advantageous bufler system with carbonate
and dertvatives of succinic acid 1s especially suitable for the
decontamination solution of the present invention. The dii-
ferent mixtures with pH values between pH 2 and 8.5 each
provide clear solutions of a light yellow to light brown color
that are stable over longer periods of time and that also show
in particular in the pH range of pH 4.5 to pH 6 a very
cllicient degradation of DNA molecules as demonstrated 1n
comparison to the strong mineralic 0.5 M phosphoric acid of
pH 1.5, as shown 1n FIG. 5.

In an advantageous embodiment of the bufler system
according to the invention, it 1s provided that the carbonates
and derivatives of succinic acid are each provided in con-
centrations between 1 mM and 500 mM.
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The solution comprising the builer system may be advan-
tageously adjusted to a pH value ranging from pH 2 to 8.5,
in particular from 3 to 7, preferably from 4 to 6. Thereby 1t
1s ensured that the further components dissolved in the
solution are not impaired and additionally a skin-compatible
solution can be prepared.

Therefore, the invention also concerns a method {for
adjusting the pH wvalue of a solution which comprises a
mixture of

a) at least one vitamin, and

b) at least one metal 1on, and

c) at least one surface-active substance,

wherein the mixture can be adjusted by the bufler system
according to the mvention to a pH value ranging from 2 to
8.5, 1n particular from 3 to 7, preterably from 4 to 6.

BRIEF DESCRIPTION OF THE FIGURES

The invention 1s 1llustrated by nonrestrictive figures,
examples and tables shown 1n the following part:

In that case FIGS. 1 to 5 show the eflicient degradation of
DNA molecules by the three component system 1n compari-
son with known other solutions of prior art.

FIG. 6 demonstrates the blockage of PCR amplification of
DNA molecules after the treatment with the new three
component system.

FIG. 7 shows the standard test with RNaseA for enzyme
inactivation with the new three component system.

FIG. 8. shows the eflicient degradation of genomic DNA
and extra chromosomal genetic material 1nside microorgan-
isms by the new three component system.

Table 1 shows a test for the anti-microbial action of the
new three component system.

Table 2 shows the preferred basic composition and the
preferred mixtures for the three component system contain-
ing detergents, vitamins and metal 1ons.

DESCRIPTION OF ADVANTAGEOUS AND
PREFERRED EMBODIMENTS OF THE
INVENTION

FIGS. 1 to 5 show the eflicient degradation of DNA

molecules by the new three component system in compari-
son with known other solutions. Identical aliquots of DNA
plasmids (YEp351) were treated for 2 minutes with the
listed solutions. Afterwards the DNA samples were dena-
tured and the single-stranded DNA molecules were sepa-
rated by gel electrophoresis on an agarose gel (1%). After
staining with ethidium bromide the listed pictures were
produced. The control shows intact plasmid DNA after
treatment with sterile water. Introduction of nicks nto the
DNA strand results in a reduction of the size and molecular
weilght of the respective DNA molecules. This effect can be
identified in the gel by comparison with the control and the
molecular weight marker. In each sample 5 ug DNA were
present 1n 5 ul sterile Tris bufler (1 mM; pH 8.0) and were
treated for 2 minutes at room temperature with 5 ul of the
listed solutions. Subsequently the samples were mixed with
Sul 100 mM Tris (pH 12) and bromphenol blue marker and
were denatured for 5 munutes at 95° C. The denatured
samples were immediately cooled to 4° C. and identical
aliquots of 1 nug DNA were loaded per gel lane. DNA
molecules were stamned with ethidium bromide after gel
clectrophoresis 1n a 1% agarose gel and photographed.
FIG. 1 shows the comparison of nucleic acid degradation
by vitamins and metal 1ons alone and by the three compo-
nent system containing vitamins, metal ions and detergents.
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(M: Marker DNA 1 kb ladder; C: Control: DNA+5 ul sterile
H,O; 1: 5 mM FeCl;; 2: 1 mM FAD; 3: 1 mM FAD+1 mM
FeCls; 4: 100 mM NAD; 5: 100 mM NAD+35 mM FeCl;; 6:
100 mM thiamin; 7: 100 mM thiamin+5 mM FeCl,; 8: 100
mM vitamin C; 9: 100 mM vitamin C+5 mM FeCl,; 10: 100
mM Na-ascorbate; 11: 100 mM Na-ascorbate+5 mM FeCl;;
12: 100 mM ascorbic acid+> mM FeCl,). All samples
contained 0.2% Triton X-100 and 0.2% Tween 20.

FIG. 2 shows the test for nucleic acid degradation by

mixtures containing vitamin C, metal 10ns and detergents. L:
1 Kb Ladder; M: Marker DNA Lambda EcoRI/HindIII; 1:

10 mM vitamin C; 2: 100 mM vitamin C; 3: 10 mM FeCl,;
4: 100 mM vitamin C+10 mM FeCl;; 3: 10 mM ZnCl,; 6:
100 mM vitamin C+10 mM ZnCl,; 7: DNA-OFF™; C:
Control: 5 ul sterile H,O). All samples contained 0.2%

Triton X-100 and 0.2% Tween 20.
FIG. 3 shows the comparison of nucleic acid degradation

by mixtures contaiming ascorbic acid or Na-ascorbate. (M:
Marker DNA Lambda EcoRI/HindIll; C: Control: 5 ul
sterile H,O; 1: DNA-OFF™; 2: 100 mM HAc+10 mM
FeCl;+0.2% Triton X-100; 3: 100 mM ascorbic acid+0.2%
TritonX-100; 4: 100 mM ascorbic acid+10 mM FeSO,+
0.2% TritonX-100; 5: 100 mM ascorbic acid+ZnCl,+0.2%
TritonX-100; 6: 100 mM Na-ascorbate+0.2% TritonX-100;
7: 100 mM Na-ascorbate+10 mM FeCl;+0.2% Triton
X-100; 8: 100 mM Na-ascorbate+ZnCl,+0.2% Triton
X-100).

FIG. 4 shows the comparison of nucleic acid degradation
by mixtures containing mineralic acids, ascorbic acid or

Na-ascorbate (pH 6 to 8.5). (M: Marker DNA Lambda
EcoRI/HindIII C: Control: DNA+5 ul sterile H,O; 1:
RNase-OFF™ (sample 1); 2: RNase-OFF™ (sample 2); 3:
DNA-OFF™ (sample 1); 4: DNA-OFF™ (sample 2); 5: 0.5
M H,PO,; 6: 0.5 M HNO,; 7: 100 mM ascorbic acid+10
mM FeCl,; 8: 10 mM ascorbic acid+10 mM FeCl,; 9: 100
mM Na-ascorbate+10 mM FeCl,; 10: mixture like 1n 9 only
with pH 6; 11: mixture like 1n 9 only with pH 7.1; 12:
mixture like 1n 9 only with pH 8; 13: mixture like 1n 9 only
with pH 8.5). The samples number 5 to 13 contained 0.2%
Triton X-100 and 0.2% Tween 20.

FIG. 5 shows an example for the new buller system
containing Na-carbonate and malic (hydroxy-succinic) acid

in comparison with mineralic acid. The basic mixture con-
tamns 50 mM ascorbic acid, 5 mM FeCl, and 0.2% Triton

X-100 and 0.2% Tween 20. (M: Marker DNA 1 kb Ladder),
C: Control: DNA+5 ul sterile H,O; 1: mixture with pH 10;
2: mixture with pH 9; 3: mixture with pH 7; 4: mixture with
pH 6; 5: mixture with pH 4; 6: 0.5 M H,PO, (pH 1.5) with
0.2% Triton X-100 and 0.2% Tween 20.

FIG. 6 shows the blockage of PCR amplification for DNA
molecules after treatment with the new three component
system (mixture A: 100 mM vitamin C+10 mM FeCl,+0.2%
Triton X-100 and 0.2% Tween 20). Different amounts (0.1 to
1 ng) of a DNA sample were dried in PCR tubes. PCR tubes
containing the dried DNA were treated for 20 seconds with
the listed solutions. Subsequently the tubes were washed
two-times with 100 ul of sterile, distilled water. Finally the
tubes were filled with a 50 ul PCR reaction mixture and the
PCR reaction was performed. The PCR reaction mixture
contained pair of primers for the amplification of the control
DNA (scIMP2 gene of yeast) and the test DNA (scPCP1
gene of yeast). The control DNA (1 ng) indicates a success-
tul PCR reaction. A band of the test DNA demonstrates that
intact DN A molecules for this gene are still present. In case
of complete removal or blockage of the test DNA there shall
not be any amplified DNA band 1n the gel.
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DNA was stained with ethidium bromide after gel elec-
trophoresis in a 1% agarose gel and the gel was photo-
graphed. As a positive control the conventional DNA-
OFF™ was used. Sterile water (H,O) served as a negative
control.

FIG. 7 shows the test of prior art for RNaseA enzyme
inactivation 1 comparison with the new three component
system. Identical aliquots of 10 ng RNaseA were dried 1n
Eppendort tubes. Afterwards each tube was treated with 1 ml
of the listed solutions, vortexed for 20 seconds and finally
incubated for 5 minutes at room temperature. Subsequently
cach tube was washed two-times with 1 ml of sterile water.
Afterwards 5 ug of total RNA from £. coli were added into
the tubes and incubated for 30 minutes at 37° C. Subse-
quently total RNA samples were mixed with formamide/
bromphenol blue buffer and denatured at 95° C. for 5
minutes. Afterwards the complete 5 ng total RNA sample
was loaded onto an agarose gel (1.2%) and separated by gel
clectrophoresis. After staining with ethidium bromide the
documented picture was taken. The untreated controls rep-
resent intact total RNA. In the presence of active RNaseA
these RNA molecules are degraded. In case of successiul,
complete mactivation of RNaseA the total RNA molecules
will also remain intact.

(C: Control of total RNA; 1: RNase-OFF (A); 2: RNase-
OFF (B); 3: ascorbic acid mixture with 100 mM vitamin
C+10 mM FeCl;+0.5% SDS; 4: empty lane; 5: H,O; 6: 10
ug RNase A; 7: empty lane; C: Control of total RNA)

FIG. 8 shows the eflicient degradation of genomic DNA
and extra-chromosomal genetic material inside microorgan-
isms by the new three component system. A recombinant
Escherichia coli strain with an extra-chromosomal plasmid
(YEp351) was grown over night mn LB, amp medium.
Aliquots of 5 ul from the E. coli suspension were treated
with 5 ul lysozyme solution (1 mg/ml) for 5 minutes and
subsequently incubated with 5 ul of the listed solutions (1-3)
for additional 5 minutes. After addition of bromphenol blue
the samples were loaded 1nto the gel slots and separated by
clectrophoresis of the DNA molecules. Only for sample
number 5 with the three component system a massive

degradation of the DNA molecules 1s 1dentifiable. For the

control with sterile water (C) and for sample 3 and 4 lysis of

the cells 1s observed and therefore the extra-chromosomal
plasmid DNA 1s released and can migrate into the gel. For
samples 1 and 2 one observes a precipitation of the lysate
and the DNA and therefore consequently all DN A molecules
remain at the bottom of the gel slot.

(M: Marker 1 Kb Ladder; C: Control with H,O; 1: 70%
Ethanol; 2: 0.5% Bacillozid™: 3: 0.5% SDS; 4: 0.5%
Na-Azide+0.5% SDS; 5: 100 mM vitamin C+10 mM FeCl, +
0.5% SDS; C: Control: 5 ul sterile H,O)

Table 1 shows the test for antimicrobial action of the new
three component system.

Freshly grown cultures of the listed microorganisms were
adjusted to a cell number of 10° in a 50 pl volume and mixed
in a ratio of 1:1 with 50 ul of water, 70% ethanol or the three
component system (100 mM ascorbic acid, 10 mM FeCl,

and 0.5% SDS). Af

fter an incubation time of 2 minutes the
100 ul samples containing the microorganisms were plated
onto the respective growth media. After an incubation period
of 1-3 days at 28° C. (Saccharomyces cerevisiae and Can-
dida parapsilosis) or 37° C. (Escherichia coli and Bacillus
subtilis) the number of grown colonies was determined. In
test samples with sterile water all microorganisms survived.
Test samples with 70% ethanol or the three component
system did not show any living cell colony, indicating that
under these conditions all microorganisms were killed.
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Table 2 summarizes the preferred composition of the
solution with the three component system comprising sur-
face-active substances, vitamins and metal 1ons for removal
of DNA molecules from surfaces and equipments.

List with Explanation of the Abbreviations 1n the
Figures

amp: ampicillin

Bacillozid™: commercial anti-bacterial solution

DNase-OFF™: commercial solution for inactivation of
DNA

EtBr: ethidium bromide

FAD: Flavine adenine dinucleotide

C: Control

M: Molecular weight marker

PCR: Polymerase Chain Reaction

RNase-OFF™: commercial solution for inactivation of
RNases

RNaseA: Ribonuclease A (from bovine pancreas)

R1: Room Temperature

sC: Saccharomyces cervevisiae

scIMP2.: Saccharomyces cerevisiae gene for Inner Mem-
brane Protease 2

scPCP1. Saccharomyces cerevisiae gene for Processing of
Cytochrome ¢ Peroxidase

SDS: Sodiumdodecylsulfate

TX: TritonX-100 (non-1onic detergent)

YEp351: Yeast Episomal plasmid

TABLE 1
Test for the anti-microbial action of the new three component
systeln.
70% three component
MICTOOrgAanISms H->O ethanol system
Escherichia 10° 0 0
coli
Bacillus 10° 0 0
subtilis
Saccharomyces 10° 0 0
cerevisiae
Candida 10° 0
parapsilosts
TABLE 2

Preferred composition of solutions containing the three
component system comprising surface-active substances,
vitamins and metal 1ons for the removal of DNA molecules from
surfaces and equipment.
composition of the solutions

pH range: 2.0 to 8.5
vitamins: 1 mM to 100 mM

metal 1ons: 1 mM to 50 mM
detergents: 0.1% to 5%

The mnvention claimed 1s:

1. A method comprising:

providing a decontamination solution comprising:

at least a synergistic mixture of

a) at least one water-soluble vitamin in concentration
from 10 mM to 100 mM,

b) at least one metal 10n 1n concentration from 1 mM to
100 mM, and

c) at least on surface-active substance in concentration
from 0.1% to
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10% (weight) 1n relation to the total solution, wherein the
synergistic mixture of the decontamination solution 1s
configured to degrade DNA (deoxyribonucleic acid),

protein and RNA (ribonucleic acid) on a surface of

equipment,
and treating the surface of the equipment that 1s contami-
nated by proteins, nucleic acid molecules and/or microor-
ganisms comprising proteins and nucleic acid molecules
with said decontamination solution resulting in a treated
surface,
wherein the decontamination solution degrades protein and
any DNA and any RNA on the treated surface, and wherein
the microorganisms are killed by degrading the proteins and
any DNA and any RNA of the microorganisms on the treated
surface.
2. The method
according to claim 1, wherein the solution 1s adjusted via
a bufler system to a pH value ranging between 2 to 8.5.
3. The method of claim 1, wherein the DNA and the RNA

1s completely degraded after a residence time of the decon-
tamination solution on the treated surface of 0.5 to 2 minutes
at room temperature.
4. A decontamination solution comprising a synergistic
mixture, wherein said mixture comprises:
100 mM vitamin C, 10 mM FeCl,, 0.2% octoxynol 9, and
0.2% polysorbate 20;

100 mM vitamin C, 10 mM FeCl;, and 0.2% octoxynol 9;

50 mM vitamin C, 5 mM FeCl,, 0.2% octoxynol 9, and
0.2% polysorbate 20;

10 mM vitamin C, 10 mM FeCl,, 0.2% octoxynol 9, and
0.2% polysorbate 20;

100 mM vitamin C, 5 mM FeCl;, 0.2% octoxynol 9, and
0.2% polysorbate 20;

100 mM Na-ascorbate, 5 or 10 mM FeCl;, 0.2% octoxy-
nol 9, and 0.2% polysorbate 20;

100 mM thiamin, 5 mM FeCl,, 0.2% octoxynol 9, and
0.2% polysorbate 20;

100 mM Na-ascorbate, 10 mM Zn(Cl,, 0.2% octoxynol 9;

100 mM Na-ascorbate, 10 mM FeCl,, 0.2% octoxynol 9;

100 mM vitamin C, 10 mM ZnCl,, and 0.2% octoxynol

9: or
100 mM vitamin C, 10 mM ZnCl,, 0.2% octoxynol 9, and
0.2% polysorbate 20.

5. The decontamination solution of claim 4, wherein said
mixture comprises 100 mM vitamin C, 10 mM FeCl;, 0.2%
octoxynol 9, and 0.2% polysorbate 20.

6. The decontamination solution of claim 4, wherein said
mixture comprises 100 mM vitamin C, 10 mM FeCl;, and
0.2% octoxynol 9.

7. The decontamination solution of claim 4, wherein said
mixture comprises 50 mM vitamin C, 5 mM FeCl,, 0.2%
octoxynol 9, and 0.2% polysorbate 20.

8. The decontamination solution of claim 4, wherein said
mixture comprises 10 mM vitamin C, 10 mM FeCl,, 0.2%
octoxynol 9, and 0.2% polysorbate 20.

9. The decontamination solution of claim 4, wherein said
mixture comprises 100 mM vitamin C, 5 mM FeCl;, 0.2%
octoxynol 9, and 0.2% polysorbate 20.

10. The decontamination solution of claim 4, wherein said
mixture comprises 100 mM Na-ascorbate, 5 or 10 mM
FeCl,, 0.2% octoxynol 9, and 0.2% polysorbate 20.

11. The decontamination solution of claim 4, wherein said
mixture comprises 100 mM thiamin, 5 mM FeCl,, 0.2%
octoxynol 9, and 0.2% polysorbate 20.

12. The decontamination solution of claim 4, wherein said
mixture comprises 100 mM Na-ascorbate, 10 mM ZnCl,,
0.2% octoxynol 9.
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13. The decontamination solution of claim 4, wherein said
mixture comprises 100 mM Na-ascorbate, 10 mM Fe(l,,
0.2% octoxynol 9.

14. The decontamination solution of claim 4, wherein said
mixture comprises 100 mM vitamin C, 10 mM ZnCl,, and
0.2% octoxynol 9.

15. A method comprising:

providing a decontamination solution comprising a syn-

ergistic mixture, wherein said mixture comprises:

100 mM vitamin C, 10 mM FeCl;, 0.2% octoxynol 9,
and 0.2% polysorbate 20;

100 mM vitamin C, 10 mM FeCl,, and 0.2% octoxynol
9,

50 mM vitamin C, S mM Fe(l,, 0.2% octoxynol 9, and
0.2% polysorbate 20;

10 mM vitamin C, 10 mM FeCl,, 0.2% octoxynol 9,
and 0.2% polysorbate 20;

100 mM vitamin C, 5 mM FeCl,, 0.2% octoxynol 9,
and 0.2% polysorbate 20;

100 mM Na-ascorbate, 5 or 10 mM FeCl,, 0.2%
octoxynol 9, and 0.2% polysorbate 20;

100 mM thiamin, 5 mM FeCl;, 0.2% octoxynol 9, and
0.2% polysorbate 20;

100 mM Na-ascorbate, 10 mM ZnCl,, 0.2% octoxynol
9,

100 mM Na-ascorbate, 10 mM FeCl;, 0.2% octoxynol
9,

100 mM vitamin C, 10 mM ZnCl,, and 0.2% octoxynol
9; or

100 mM vitamin C, 10 mM ZnCl,, 0.2% octoxynol 9,
and 0.2% polysorbate 20.

16. The method of claim 15, wherein said mixture com-

prises 100 mM vitamin C, 10 mM FeCl;, 0.2% octoxynol 9,
and 0.2% polysorbate 20.

17. The method of claim 15, wherein said mixture com-
prises 100 mM vitamin C, 10 mM FeCl,, and 0.2% octoxy-
nol 9.

18. The method of claim 15, wherein said mixture com-
prises S0 mM vitamin C, 5 mM FeCl,, 0.2% octoxynol 9,
and 0.2% polysorbate 20.

19. The method of claim 15, wherein said mixture com-
prises 10 mM vitamin C, 10 mM FeCl,, 0.2% octoxynol 9,
and 0.2% polysorbate 20.

20. The method of claim 15, wherein said mixture com-
prises 100 mM vitamin C, 5 mM FeCl,, 0.2% octoxynol 9,
and 0.2% polysorbate 20.

21. The method of claim 15, wherein said mixture com-
prises 100 mM Na-ascorbate, 5 or 10 mM FeCl,, 0.2%

octoxynol 9, and 0.2% polysorbate 20.

22. The method of claim 15, wherein said mixture com-
prises 100 mM thiamin, 5 mM FeCl,, 0.2% octoxynol 9, and
0.2% polysorbate 20.

23. The method of claim 15, wherein said mixture com-
prises 100 mM Na-ascorbate, 10 mM ZnCl,, 0.2% octoxy-
nol 9.

24. The method of claim 15, wherein said mixture com-
prises 100 mM Na-ascorbate, 10 mM FeCl,, 0.2% octoxynol
9.

25. The method of claim 15, wherein said mixture com-
prises 100 mM vitamin C, 10 mM ZnCl,, and 0.2% octoxy-
nol 9.

26. The method of claim 15, wherein said mixture com-
prises 100 mM vitamin C, 10 mM ZnCl,, 0.2% octoxynol 9,
and 0.2% polysorbate 20.
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